Silicon (Si) has an important function in reducing the damage of environmental stress on plants. Acid rain is a serious abiotic stress factor, and Si can alleviate the stress induced by acid rain on plants. Based on these assumptions, we investigated the effects of silicon on the growth, root phenotype, mineral element contents, hydrogen peroxide (H 2 O 2 ) and antioxidative enzymes of rice (Oryza sativa L.) seedling roots under simulated acid rain (SAR) stress. The results showed that the combined or single effects of Si and/or SAR on rice roots depend on the concentration of Si and the pH of the SAR. The combined or single effects of a low or moderate concentration of Si (1.0 or 2.0 mM) and light SAR (pH 4.0) enhanced the growth of rice roots, and the combined effects were stronger than those of the single treatment. A high concentration of Si (4.0 mM) or severe SAR (pH 2.0) exerted deleterious effects. The incorporation of Si (1.0, 2.0 or 4.0 mM) into SAR with pH 3.0 or 2.0 promoted the rice root growth, decreased the H 2 O 2 content, increased the Si concentration and the superoxide dismutase (SOD), catalase (CAT), peroxidase (POD) and ascorbate peroxidase (APX) activities, maintained the balance of mineral element (K, Ca, Mg, Fe, Zn, and Cu) concentrations in the roots of rice seedlings compared with SAR alone. The alleviatory effects observed with a moderate concentration of Si (2.0 mM) were better than the effects obtained with a low or high concentration of Si (1.0 or 4.0 mM). The observed effects were due to disruptions in the absorption and utilization of mineral nutrients and impacts on the activity of antioxidant enzymes in roots, and this conclusion suggests that the degree of rice root damage caused by acid rain might be attributed to not only acid rain but also the level of Si in the soil.
Introduction
As a result of rapid worldwide economic growth, acid rain is becoming an increasingly serious environmental issue [1, 2] . Along with Europe and North America, China has become a severely polluted region [3] , and approximately 40% of its territory is affected by acid rain [4] . Although the average pH value of acid rain in China ranges from 3.0 to 4.5 [5] , it can be as low as 1.3 [6] . Both the area affected by acid rain and the acidity of rainwater are increasing, and the frequency PLOS ONE | https://doi.org/10.1371/journal.pone.0173378 March 14, 2017 1 / 19 a1111111111 a1111111111 a1111111111 a1111111111 a1111111111 can reach a very high level [7] . The consequences of acid rain in plants include damage to the cell membrane system and negative impacts on respiration, photosynthesis, and the antioxidative enzyme system [8] [9] [10] [11] , and low yields, low germination rates, thin roots, premature abscission, branch dieback, necrosis, and morphological changes have been reported [3, 8, 12, 13] . In addition, some studies have indicated that acid rain effects on the activities of superoxide dismutase (SOD), catalase (CAT) and peroxidase (POD) on plant species depend on the pH and duration of the acid rain treatments [9] [10] [11] 14, 15] . Silicon (Si), the second most abundant element in the terrestrial crust and soil, is beneficial for the healthy growth and development of many plant species [16] [17] [18] [19] [20] . In particular, the relationships of Si with resistance or tolerance to abiotic stress, including drought, high temperature, UV, nutrient loading, freezing, salinity, nutrient imbalance, and metal toxicity, have been studied extensively in many higher plants [17, [21] [22] [23] [24] [25] [26] [27] . Si might be involved in metabolic, physiological and/or structural activities in higher plants exposed to abiotic and biotic stresses [28, 29] and potentially mitigates the deleterious effects of acid rain, a serious abiotic stress.
Rice (Oryza sativa L.) is recognized as the second most consumed staple food for more than half of the world's population [30, 31] . As a model of a monocot plant, rice is also a typical Sihyper-accumulating plant species, with the Si percentage in the roots reaching 10% on a dryweight basis [7] . Previous results have shown that the application of Si is beneficial for rice. Si enhances bacterial blight resistance, reduces neck blast and lodging and increases yield in rice [32] [33] [34] [35] [36] , which is known for its capability to actively absorb Si at high amounts [36] . The production of a total rice grain yield of 5000 kgÁha -1 will remove 230-470 kgÁha -1 Si from the soil;
as a result, repeated mono-cropping with rice might greatly decrease the amount of Si in soil available to plants [37] . As a consequence, Si might subsequently become a yield-limiting element for rice cultivation [38] [39] [40] , which is a staple grain crop in southern China, a region that is often affected by acid rain. Acid rain treatment could affect the growth of rice plants, and previous results have shown that rice is an acid-rain-tolerant plant [41] [42] [43] [44] . The influence of acid rain on plants depends on the pH of SAR. Acid rain with low pH values can boost the rice yield [41] . SAR at pH 2-3.5 reduces the seed germination, water absorption, and respiration rates in rice [42, 43] . However, Hosono and Nouchi showed that the rice yield is not affected by acid rain, even at a pH value of 2.5 [44] . However, to the best of our knowledge, few studies have investigated the combined effects of Si and acid rain on rice. This study investigated the effects of Si on the root phenotype, growth, mineral element contents and activities of antioxidative enzymes of rice seedlings under SAR. The investigation aimed to understand the impacts and mechanisms of combined treatment with Si and SAR and to provide evidence demonstrating the biological and environmental roles of Si in enhancing tolerance to abiotic stress.
Materials and methods

Preparation of rice nutrient, SAR and Si solutions
A rice nutrient solution was prepared according to the ionic composition released by the International Rice Research Institute (IRRI) [45] SAR treatments with three pH values were used in this study. Specifically, SAR solutions with pH values of 4.0 (light acid rain), 3.0 (moderate acid rain) and 2.0 (severe acid rain) were prepared by adding ions to deionized water (Table 1) , and a control rain solution at pH 6.5 was also prepared. The ionic composition was derived from precipitation data from eastern China [46, 47] . The pH of the solution was adjusted to 6.5, 4.0, 3.0, and 2.0 using 1 mM H 2 SO 4 and 1 mM HNO 3 at a ratio of 2.7:1 based on chemical equivalents [48, 49] .
We also prepared four Si solutions with different Si concentrations: 1 mM (Low), 2 mM (Moderate), 4 mM (High) and 0 mM (control, CK). The Si solutions were prepared by dissolving the appropriate quantities of NaSiOÁ9H 2 O in IRRI nutrient solution.
Plant culture and treatments
Rice seeds (Zhendao 95, Xuzhou Seed Co., Ltd., Xuzhou Jiangsu, China) were placed in a plastic net, covered with perlite (1.5-cm-thick layer), and germinated in an incubator at 25 ± 1˚C. Once the height of the seedlings reached approximately 1 cm (day 6), the seedlings were transferred to 1/4-strength IRRI solution in the greenhouse at 25 ± 5˚C. At 15 days of age, the seedlings were cultured in 1/2-strength IRRI solution, and at 24 days of age, the seedlings were cultured in full-strength IRRI solution and sprayed with the SAR solution. The Si treatments were initiated when the seedlings were six days of age. The solutions were replaced every three days, and water was added every day to ensure maintenance of the solution volume.
A full factorial experimental design with 16 treatment combinations was used.
(1) The control treatment: rice seedlings were cultured in IRRI nutrient solution without Si (0 mM) and sprayed with SAR (pH 6.5) until drops began to fall from the foliage. (2) Single Si treatments: rice seedlings were cultured in IRRI nutrient solution with Si (1, 2 or 4 mM, pH 5.5) and then sprayed with SAR (pH 6.5) until drops began to fall from the foliage. (3) Single SAR treatments: rice seedlings were cultured in IRRI nutrient solution without Si (pH 5.5) and then sprayed with SAR (pH 4.0, 3.0 or 2.0) until drops began to fall from the foliage. (4) Combined Si and SAR treatments: rice seedlings were cultured in IRRI nutrient solution with Si (1, 2 or 4 mM, pH 5.5) and then sprayed with SAR (pH 4.0, 3.0 or 2.0) until drops began to fall from the foliage. Three replicates of each treatment were performed.
All of the plants were grown in a greenhouse with a natural photoperiod, and the relative humidity was maintained in the range of 50% to 70%. Rice seedlings treated with SAR for nine days were collected for the determination of various parameters, including parameters associated with the phenotype, growth, mineral element contents and antioxidative enzymes of the roots.
Scanning and determination of root phenotype
A root automatism scanning apparatus (ScanMaker i800 plus) equipped with WinRHIZO software (LA-S series of plant image analysis system, Regent Instruments, Quebec, China) was used to determine the total root length (TRL), root tip number (RTN), root surface area (RSA), root volume (RV), and average diameter (AD). The aboveground parts of the rice seedlings were cut, and root segments were placed in a transparent plastic tray on the scanning apparatus. The lateral roots were stretched as far as possible without overlapping. Images were recorded at a resolution of 800 dpi. Various root phenotypic traits were evaluated using WinR-HIZO LA-S software. Three roots from each of the seedlings from each treatment replicate were analysed.
Determination of root fresh weight (FW) and dry weight (DW)
After nine days of treatment, the fresh roots of the rice seedlings were harvested, washed with distilled water and weighted. The fresh roots were then dried at 80˚C for 12 h in an oven, and the DW of the roots was determined [50, 51] .
Determination of mineral element contents
The mineral element and Si contents were determined according to Wang et al. [52] with some modifications. The fresh roots were collected, washed three times with distilled water, and dried in an oven at 80˚C to a constant weight. Approximately 0.2 g of crushed roots from each sample was digested with a microwave digestion system (APL-MD6M, APL Instrument Co., Ltd., Chengdu, China) using 7 mL of oxidizing solution (6 mL of HNO 3 and 1 mL of 30% H 2 O 2 , v/v) for 30 min (150˚C for 10 min and 180˚C for 20 min). The digested samples were diluted with deionized water to a final volume of 100 mL prior to analysis. The concentrations of Si and mineral elements (K, Ca, Mg, Fe, Zn, and Cu) in each digested solution were determined by inductively coupled plasma-optical emission spectroscopy (ICP-OES optima 8300, Perkin Elmer, MA, USA). The ICP-OES instrument was calibrated using standard solutions.
Determination of SOD, CAT, POD and APX activities
Approximately 0.25 g of fresh roots was extracted in 50 mM potassium phosphate buffer (PBS, pH 7.8). The homogenates were centrifuged at 15,000×g and 4˚C for 20 min, and the supernatants were used for assaying enzyme activity [53] . SOD (EC 1.15.1.1) activity was determined by measuring the inhibition of NBT photochemical reduction [54, 55] with some modifications. Each 3-mL reaction mixture contained 2.2 mL of PBS (50 mM pH 7.8), 0.2 mL of Met (130 mM), 0.1 mL of EDTA-Na 2 (20 μM), 0.2 mL of NBT (750 μM), 0.2 mL of riboflavin (100 μM), and 0.1 mL of the sample. The enzymatic activity is expressed as the amount of extract needed to inhibit the reduction of NBT by 50%.
CAT (EC 1.11.1.6) activity was measured by determining the decrease in the absorbance at 240 nm due to H 2 O 2 consumption, as described by Azevedo et al. [56] . The reaction mixture contained 0.3 mL of H 2 O 2 (0.1 M), 1.5 mL of PBS (50 mM pH 7.8), 0.2 mL of the sample and 1 mL of distilled water.
POD (EC 1.11.1.7) activity was determined according to Bai et al. [57] with some modifications. The reaction mixture contained 1.0 mL of 0.3% H 2 O 2 , 1.0 mL of 0.05 M PBS (pH 7.8), 0.9 mL of 0.2% guaiacol, and 0.1 mL of the sample. The increase in absorbance at 470 nm during a 1-min period was determined.
AXP (EC 1.11.1.11) activity was determined by measuring the decrease in the absorbance of ascorbic acid (ASA) at 290 nm [58, 59] . The reaction mixture contained 2.7 mL of a mixture containing PBS (50 mM, pH 7.8) and AsA (1 mM), 0.1 mL of the sample, and 0.2 mL of H 2 O 2 (4.5mM). The oxidation of ascorbate was initiated by H 2 O 2 and was monitored for 1.5 min. One unit of APX activity was defined as the amount of enzyme oxidizing 1 μM of ascorbate, and the extinction coefficient was 2.8 mM [11] . Approximately 0.5 g of fresh roots was homogenized in an ice bath with 3% (w/v) trichloroacetic acid (TCA). The homogenates were centrifuged at 12,000×g and 4˚C for 15 min. Each 4-mL reaction mixture contained 1 mL of PBS (100 mM, pH 7.0), 1 mL of supernatant and 2 mL of KI (1 M). The absorbance at 390 nm was determined, and the content of H 2 O 2 was calculated based on a standard curve.
Statistical analysis
All data are presented as the means±SD. One-way analysis of variance (ANOVA) with least significant difference (LSD) was used to analyse the significance of the differences among different treatments using SPSS 19 and Origin 8.0. Two-way ANOVA was performed to test the interaction between Si and SAR. Student's t-test was applied to compare the different treatments, and comparisons with p<0.05 were considered significantly different.
Results
Effects of Si on the root phenotype of rice seedlings under SAR
Root phenotypic images of rice seedlings treated with Si and SAR are displayed in Fig 1, and data of the root phenotypic traits, including the total root length (TRL), root tip number (RTN), root surface area (RSA), root volume (RV), and average diameter (AD), are presented in Table 2 . The results showed that the roots of the control rice seedlings were fully developed ( Fig 1A) .
The roots treated with 1 or 2 mM Si showed enhanced growth compared with the control (Fig 1E and 1I ). Although these treatments significantly increased the TRL, RSA, RV and RTN in rice seedlings compared with the control treatment, the AD was unchanged (Table 2 ). In addition, the root phenotype and phenotypic traits of the seedlings subjected to the 1 mM and 2 mM Si treatments were note notably different. However, the roots of the rice seedlings treated with 4 mM Si were smaller than those of the control ( Fig 1M) ; in addition, the TRL, RSA, RV and RTN observed in the 4 mM Si-treated seedlings were significantly decreased by 23.64%, 22.13%, 23.40% and 21.35%, respectively, whereas the AD was significantly increased by 19.97% ( Table 2) .
The root phenotype and phenotypic traits of the plants subjected to the SAR treatments were markedly different compared with those of the control plants. The roots subjected to the SAR (pH 4.0) treatment were larger than the control roots (Fig 1B) , and the TRL, RSA, RV and RTN of the SAR (pH 4.0)-treated roots were significantly increased by 16.12%, 32.57%, 37.74% and 19.66%, respectively, but the AD was not changed ( Table 2 ). The seedling roots treated with SAR at pH 3.0 also exhibited changes compared with the control ( Fig 1C) ; in addition, compared with the control plants, the TRL, AD and RTN of the SAR pH 3.0-treated plants were not changed, but the RSA and RV were significantly increased by 14.09% and 25.66%, respectively (Table 2 ). In contrast, the SAR (pH 2.0)-treated roots were smaller compared than the control roots ( Fig 1D) . The TRL, RSA, RV and RTN of the roots subjected to this treatment were significantly reduced compared with the control by 33.47%, 35.42%, 21.89% and 11.81%, respectively, but the AD was increased by 15.94% ( Table 2) .
As shown in Table 2 , the data obtained under SAR at pH 4.0, 3.0 or 2.0 revealed no obvious changes in the phenotype and phenotypic traits of roots subjected to the 1 mM Si treatment compared with the 2 mM Si-treated roots. However, the roots treated with 1 or 2 mM Si and SAR at pH 4.0 showed the best parameters, as indicated by the finding that the roots subjected to these combined treatments presented increases in the TRL, RSA, AD, RV and RTN Effects of Si on rice root under SAR compared with the roots treated with 1 or 2 mM Si alone and the roots subjected to the single treatment with SAR at pH 4.0. The roots treated with 1 or 2 mM Si and SAR at pH 3.0 exhibited significantly higher TRL, RSA and RV compared with the control, 1 or 2 mM Si-treated, and SAR (pH 3.0)-treated roots. However, the roots of rice seedlings treated with 1 or 2 mM Si and SAR at pH 2.0 were smaller and presented inferior phenotypic traits compared with those of seedlings subjected to the single 1 mM and 2 mM Si treatments; in contrast, these roots were larger and presented improved phenotypic traits compared with the roots of seedlings subjected to treatment with SAR at pH 2.0, with no obvious differences compared with the control. The combined treatment with the high concentration of Si (4 mM) and SAR at pH 4.0 had fewer deleterious effects on the root phenotype of rice seedlings in comparison with SAR at pH 4.0 alone, with no differences compared with the control, and the inhibitory effect associated with Si stress appeared to be decreased. The TRL, RTN, RSA and RV of the roots treated with 4 mM Si and SAR at pH 3.0 were significantly increased compared with the roots subjected to single treatment with 4 mM Si, but no significant changes were observed compared with the control and the single treatment with SAR at pH 3.0. Under severe SAR (pH 2.0), the high concentration of Si (4.0) appeared to relieve the effects of the SAR and 4 mM Si single stress treatments. In summary, in the presence of a high concentration of Si (4 mM), SAR had The values represent the means ± standard deviation, n = 3. The value in brackets is relative percentage (the ratio of absolute value to the control).
a lower impact on the roots of rice seedlings; similarly, Si relieved the effects of severe SAR (pH 2.0) stress. The results of a two-way ANOVA revealed an obvious interaction between Si and SAR that affected the TRL, RTN, RSA, AD and RV ( Table 2) .
Effects of Si on the FW and DW of rice seedling roots under SAR Table 3 shows the effects of Si on the FW and DW of rice seedling roots under SAR stress. The FW and DW of roots subjected to the 1 or 2 mM Si treatments were unchanged compared with the control (Table 3) . However, the FW and DW of the roots treated with the high concentration of Si (4 mM) were decreased by 11.92% and 5.10%, respectively, compared with the control (Table 3) . The FW and DW of the roots of rice seedlings treated with SAR at pH 4.0 were increased by 6.97% and 7.38%, respectively, compared with the control, but the corresponding values of the roots treated with SAR at pH 3.0 were unchanged compared with the control (Table 3 ). The deleterious effects of the SAR (pH 2.0) treatment on the root FW and DW were markedly stronger than those of the SAR (pH 3.0) treatment, as indicated by 31.19% and 17.35% decreases in these values, respectively, compared with the control (Table 3) .
The FW and DW of the roots subjected to the combined treatments with Si (1 or 2 mM) and SAR (pH 4.0 or 3.0) were clearly increased compared with those of the control roots and the roots subjected to the corresponding single treatments with Si or SAR. The FW and DW of the roots treated with 1 mM Si and SAR (pH 2.0) were markedly decreased compared with those of the control and 1 mM Si-treated roots. In contrast, the FW and DW of the roots treated with 2 mM (4 mM) Si and SAR at pH 2.0 were markedly increased compared with those of the roots treated with SAR at pH 2.0 alone but were unchanged compared with the control and 2 mM (4 mM) Si-treated roots. In the presence of a high concentration of Si (4 mM), the roots of seedlings treated with SAR at pH 3.0 or 4.0 showed better growth than those treated with SAR at pH 2.0. The two-way ANOVA results showed an obvious interaction between Si and SAR that affected the root FW and DW of rice seedlings. Table 4 shows the correlation coefficients between root phenotypic traits and FW or DW of the roots of rice seedlings treated with Si and SAR. The results indicated that the TRL, RSA, RV and RTN were positively correlated with the root FW and DW (p < 0.05), but no correlation between the AD and root FW and DW was found.
Effects of Si on the concentrations of mineral elements in rice seedling roots under SAR
The concentrations of macroelements (K, Ca, and Mg) and microelements (Cu, Zn, and Fe) in the roots of rice seedlings treated with Si and SAR are presented in Table 5 . The concentrations of Mg and Fe in the roots treated with 1 mM Si were decreased compared with the control, and a greater reduction was observed in roots treated with 2 or 4 mM Si (Table 5 ). The root Ca concentration was decreased after treatment with low (1 mM) and moderate (2 mM) concentrations of Si but increased after treatment with a high concentration of Si (4 mM). The opposite effect was observed for the Zn concentration (Table 5) . Compared with the control, the Cu concentrations in the roots was decreased by treatment with 2 mM Si alone, and the 1 and 4 mM Si single treatments exerted a stronger effect ( Table 5 ). The K concentration in the roots of rice seedlings was increased after treatment with the moderate (2 mM) concentration of Si but decreased after treatment with a low or high (1 or 4 mM) concentration (Table 5 ).
The analysis of the single SAR treatments revealed that the K concentration in the roots of rice seedlings was increased by SAR at pH 3.0 but decreased by SAR at pH 4.0 or 2.0. In addition, the Ca concentration was increased by SAR at pH 4.0 but decreased by SAR at pH 3.0 or 2.0, and the Mg concentration was decreased compared with the control. The microelement analysis demonstrated that compared with the control, the Cu and Zn concentrations were decreased by SAR at pH 3.0 but increased by SAR at pH 4.0 or 2.0, and the Fe concentration was decreased by SAR at pH 2.0 but increased by SAR at pH 4.0 or 3.0 (Table 5) .
The analysis of the combined treatments with SAR and Si showed that the root K concentration of rice seedlings treated with 1 or 2 mM Si and SAR at pH 3.0 was higher than those of the control seedlings, the seedlings subjected to the corresponding single Si treatment, the seedlings subjected to SAR alone and the seedlings subjected to the other combined treatments. Similar results were found for the Mg concentration, whereas the opposite effect was found for the Ca concentration. The K concentration in the roots of rice seedlings treated with 4 mM Si and SAR at pH 3.0 was higher than those of the corresponding single 4 mM Si-treated roots and the corresponding single SAR (pH 3.0)-treated roots, and similar findings were obtained for the Mg concentration. Conversely, the opposite effect was observed for the Ca concentration. The Zn concentration of the roots treated with Si (1, 2, or 4 mM) and SAR at pH 4.0 was decreased compared with the controls roots, the roots subjected to the single Si treatments, the single SAR (pH 3.0 or 2.0) treatments and the combined treatments with Si and SAR at pH 3.0 or 2.0. A similar effect was observed for the Cu concentration, even though the Cu concentrations with Si and SAR at pH 4.0 were lower. The analysis of the Fe concentration showed that at the same SAR level, the patterns of the changes obtained with the combined treatments were similar to those obtained with the single Si treatments. At different Si levels, the changing trends obtained for the Fe concentration with the combined treatments were similar to those obtained with the SAR single treatments. A two-way ANOVA revealed an obvious interaction between Si and SAR that affected the concentrations of macroelements and microelements in the roots of rice seedlings under these treatments.
Effects of Si on the Si concentration in rice seedling roots under SAR
The root Si concentration of rice seedlings treated with Si were significantly increased compared with the control, and the highest value was obtained with 2 mM Si. The Si concentration in the roots of rice seedlings treated with 4 mM Si was decreased compared with that of the seedlings treated with 2 mM Si ( Table 5) . Under SAR at pH 4.0, the root Si concentration was significantly increased. In contrast, the root Si concentration of seedlings treated with SAR at pH 3.0 or 2.0 was significantly decreased compared with the control (Table 5) .
The Si concentrations of the roots subjected to the combined treatments with Si and SAR at pH 4.0 or 3.0 were increased compared with the control roots and the roots subjected to the corresponding single treatments with Si and SAR (pH 4.0 or 3.0). Although the Si concentration in the roots of rice seedlings treated with Si and SAR at pH 2.0 was increased compared with that of the roots treated with SAR at pH 2.0, this concentration was decreased compared with the control and Si-treated roots. Greater increases were observed with the combined treatment with 2 mM Si and SAR at increasing pH values. Two-way ANOVA results indicated an interaction between Si and SAR that affected the Si concentration in the roots of rice seedlings treated with Si and SAR. Table 4 shows the correlation coefficients between the Si content and FW or DW of the roots of rice seedlings treated with Si and SAR. The results indicated that the Si concentration was positively correlated with the root FW and DW (p < 0.05).
Effects of Si on H 2 O 2 content in rice seedling roots under SAR
The analysis of the single treatments with Si revealed that compared with the control, the H 2 O 2 contents in the roots of rice seedlings treated with 1 or 2 mM Si were decreased, but the H 2 O 2 contents in the roots of rice seedlings treated with 4 mM Si were increased (Table 6) . Increases in the concentration of Si resulted in gradual increases in the H 2 O 2 content. The investigation of the single SAR treatments demonstrated that compared with the control, the H 2 O 2 contents in the roots of rice seedlings treated with SAR at pH 4.0 were decreased, but H 2 O 2 contents in the roots of rice seedlings treated with SAR at pH 3.0 or 2.0 were increased (Table 6 ). Decreases in the pH value of acid rain resulted in clear increases in the H 2 O 2 contents.
The analysis of the combined treatments with Si and SAR revealed that the application of 1 or 2 mM Si decreased the H 2 O 2 contents in the roots of rice seedlings treated with SAR at pH 4.0 compared with the roots of rice seedlings subjected to the corresponding single treatments with Si and SAR and the control roots. However, the rice seedlings treated with SAR at pH 4.0 and 4 mM Si presented higher H 2 O 2 contents compared with the SAR (pH 4.0)-treated and control seedlings, but these contents were lower than those of the 4 mM Si-treated seedlings. The supply of Si significantly decreased the H 2 O 2 contents in the roots of rice seedlings treated with SAR at pH 3.0 or 2.0 compared with the corresponding single SAR treatment. Increases in the concentration of Si first decreased and then increased the H 2 O 2 contents.
Effects of Si on the activities of antioxidative enzymes in rice seedling roots under SAR Table 6 shows the changes in antioxidative enzyme activities in the roots of rice seedlings treated with Si and SAR, with the significant differences noted. Superoxide dismutase (SOD) activity in the roots was not significantly changed by the supply of 1 or 2 mM Si, even though significant increases were observed between the high concentration of Si (4 mM) and the control. Si significantly decreased POD activity compared with the control. In particular, the supply of 2 mM Si decreased POD activity in rice seedlings compared with the control and the corresponding 1 or 4 mM Si single treatment. A similar result was found for CAT activity. In contrast, the supply of Si to rice seedlings had no discernible effect on root APX activity.
The analysis of single SAR treatments revealed that exposure to SAR at pH 4.0 decreased SOD and POD activities but increased CAT activity compared with the control, whereas APX activity remained unchanged. SAR at pH 3.0 increased SOD and POD activities in roots compared with the control and SAR (pH 4.0) alone. The opposite effect was observed for CAT and APX activities. POD, CAT, and APX activities in roots treated with SAR at pH 2.0 were lower than those of the control roots and the SAR (pH 4.0 or 3.0)-treated roots.
The combined treatments with Si and SAR revealed similar trends for the changes in SOD, POD, CAT and APX activities in roots. The supply of Si significantly increased SOD, APX, CAT and POD activities in the roots of rice seedlings treated with moderate or severe SAR (pH 3.0 or 2.0) compared with the corresponding single SAR treatment (pH 3.0 or 2.0). POD activity in the roots of rice seedlings treated with Si and severe SAR (pH 2.0) was significantly increased compared with that observed in the seedlings subjected to SAR at pH 2.0, and APX activity in the roots of seedlings treated with SAR at pH 4.0 or 2.0 was higher than that obtained with all of the other treatments.
Discussion
The phenotype and biomass of plant roots display marked changes in response to environmental stress [11, 50, [60] [61] [62] [63] , and our experimental results showed the effects of Si and SAR on the roots of rice seedlings. First, the roots of rice seedlings treated with a low or moderate concentration of Si (1 or 2 mM) showed enhanced growth. In particular, the root phenotype and biomass of rice seedlings simultaneously treated with a low or moderate concentration of Si and light or moderate SAR (pH 4.0 or 3.0) were improved compared with those of rice seedlings exposed to the corresponding Si or SAR single treatments. Second, treatment with a high concentration of Si (4 mM) or severe SAR (pH 2.0) had negative effects on root phenotype and biomass (Fig 1 and Table 2 ); in addition, the phenotype and biomass of the roots of rice seedlings treated with a high concentration of Si (4 mM) and SAR were improved compared with the roots treated with a high concentration of Si (4 mM) and the roots treated with severe SAR (pH 2.0). These findings indicate that the inhibitory effects of a high concentration of Si (4 mM) or severe SAR (pH 2.0) on the root phenotype and biomass of rice seedlings were alleviated by the other treatment. Third, the influence of the supply of Si on the root phenotype and biomass depended on the Si concentration and the SAR intensity (Fig 1 and Table 2 ), and twoway ANOVA results indicated an obvious interaction between Si and SAR that affected the root phenotypic traits and biomass of rice seedlings (Tables 2 and 3) . However, whether this interaction is additive or synergistic remains unclear, and this question should be addressed in future work.
Si plays a vital role in plants. One of the main functions of Si is to increase plant growth and yield, particularly under conditions of stress [22, 64, 65] . Studies have shown that different concentrations of Si caused different effects [63] [64] [65] . The correlation analysis performed in this study shows that the Si concentration in roots of rice seedings treated with Si and SAR is positively correlated with the root FW and DW (Table 4 ). The incorporation of Si (1, 2 or 4 mM) into SAR boosted root growth and increased the Si concentration in the roots of rice seedlings compared with the corresponding SAR single treatment. However, the addition of a high concentration of Si (4 mM) restricted root growth compared with the low or moderate concentration of Si (Tables 3 and 5) because Si deposition in rice roots decreases the ability of roots to absorb Si [66] . The results of the present study also support this conclusion (Tables 3 and 5) . Perry reported that silica condensation in nature is affected by many factors, including the silica concentration, pH, and temperature, as well as the presence of other polymers, small molecules, and different ions [67] . SAR could relieve the toxicity detected in the roots of rice seedlings exposed to a high concentration of Si (4 mM; Table 3 ), which could be due to the fact that a low pH inhibits Si deposition [67] . However, this mechanism needs to be further studied.
Root growth directly influences the root phenotype. This study demonstrated that the phenotype of roots treated with Si and SAR is positively correlated with the root biomass (Table 4) . Root growth is influenced by nutrient absorption [50, 68] . K, Ca, Mg, Cu, Zn and Fe are considered essential elements for plant growth and development. K is a major contributor to the metabolic function and organic structure of plants due to its effect on protein synthesis, enzyme activation and photosynthesis [69] . Ca is a major plant nutrient that affects the maintenance of cell wall structure and membrane function. As a second messenger for the transduction of stress signals, Ca regulates the physiological and biochemical responses in plant [70] . The negative effects of SAR on seed germination, seedling growth and photosynthesis of four sensitive species could be ameliorated by the addition of Ca. Previous studies have demonstrated that different species often show various capacities of tolerance to acid rain due to their different Ca requirements [71] . As an enzyme cofactor and an important component of chlorophyll, Mg plays a central role in plant chlorophyll biosynthesis and carbon fixation [72] . Microelements (Cu, Zn and Fe) play important roles in the structure, function and metabolic activity of plants [73] . Previous studies have shown that nutrient elements can affect plant yield and growth to varying extents [74, 75] . Therefore, the maintenance of adequate levels of nutrient elements is essential for plant growth and survival under environment stresses. Some studies have shown that acid rain disturbs the absorption and utilization of nutrient elements and thereby affects plant growth [11, 50] . Our experiments showed similar results (Table 5) , but the disturbances caused by SAR were affected by the addition of Si. In particular, treatment with severe SAR (pH 2.0) decreased the rice root biomass (FW and DW), significantly decreased the K, Ca, Mg, Fe and Si concentrations and clearly enhanced the Cu and Zn concentrationts. The incorporation of Si (1, 2 or 4 mM) into severe SAR (pH 2.0) significantly increased the rice root biomass (FW and DW) and relieved any sharp increases or decreases (Table 5) . Our experimental results indicated that Si in the roots of rice seedlings or Si treatment disturbed the absorption and utilization of these nutrients (K, Ca, Mg, Cu, Zn and Fe) by the roots and maintained the relative balance of the mineral element contents in roots. Similar results have been reported previously [22, 30] , and changes in the concentrations of minerals might constitute a mechanism for inhibiting or promoting root growth [61, 74, 76] .
Under environmental stress, reactive oxygen species (ROS), including H 2 O 2 , are accumulated in plants [11, 77] . In the present study, a similar response was observed in the roots of rice seedlings treated with SAR. Moreover, the incorporation of Si into SAR resulted in decreased H 2 O 2 content (Table 6 ). Previous studies indicated that the addition of Si decreased the H 2 O 2 concentration in plants under a stress environment [78, 79] , indicating that Si alleviates oxidative stress induced by acid rain.
ROS caused by environmental stress can be removed by antioxidant enzymes, including SOD, POD, CAT, and APX [9, 11, 77, 80, 81] . SOD is crucial for removing ROS [82] . In the present study, SOD activity was found to be significantly enhanced in the roots of rice seedlings exposed to moderate or severe SAR (pH 3.0 or 2.0; Table 6 ), implying an important role for SOD in remitting oxidative stress induced by SAR. Under moderate or severe SAR (pH 3.0 or 2.0), the addition of Si enhanced SOD activity compared with the corresponding SAR single treatment (Table 6) , indicating increased scavenging. Similar results have showed that Si supplementation alleviates salt stress by increasing antioxidant enzyme activity in plants [18, 83] . CAT is one of the key enzymes involved in the removal of toxic peroxides through the decomposition of H 2 O 2 into O 2 and H 2 O. A decline in CAT activity under moderate or severe SAR (pH 3.0 or 2.0) was observed in the present investigation (Table 6) , and a similar decrease was previously reported [43] . However, Si significantly reversed the decrease in CAT activity observed in the roots of seedlings treated with SAR ( Table 6 ), indicating that Si increases the amount of antioxidants or scavengers and thereby reduces radicals, as was previously shown [11, 30, 50, 84] . POD also plays an important role in scavenging H 2 O 2 in plants [77, 81] . In the present study, POD activity was found to be increased in the roots of rice seedlings treated with moderate SAR (pH 3.0) but decreased in the roots treated with severe SAR (pH 2.0), and the addition of Si increased POD activity under severe SAR (pH 2.0) stress. APX plays an important role in the ascorbate-glutathione cycle and can remove H 2 O 2 [85] . The addition of Si significantly increased APX activity under SAR stress compared with the single SAR treatment ( Table 6 ), indicating that Si supplementation could enhance tolerance to oxidative stress under acid rain toxicity by increasing the efficiency of the ascorbate-glutathione cycle. These data indicate that Si treatment increases SOD, POD, CAT and APX activities in the roots of rice seedlings treated with moderate or severe SAR (pH 3.0 or 2.0) and decreases the H 2 O 2 content ( Table 6 ), suggesting that Si protects plants against oxidative stress caused by SAR. Therefore, the induced increases in antioxidant enzyme activities can be considered an important mechanism in the cellular defence strategy against oxidative stress [9, 11, [79] [80] [81] .
Previous studies have suggested that Si, as a beneficial nutrient, might be involved in metabolic, physiological and/or structural activities in higher plants exposed to abiotic and biotic stresses [28, 29] , and the results of the present study support this conclusion. In summary, on the one hand, under acid rain stress, the addition of Si at a safe concentration (1 and 2 mM) improves the root phenotype and growth, increases the activities of SOD, APX, CAT and POD, influences the absorption and utilization of mineral nutrients, and relieves acid rain toxicity in the roots of rice seedlings. On the other hand, acid rain also ameliorates the toxicity of a high concentration of Si (4 mM) in roots by increasing antioxidative activities and disturbing the absorption and utilization of mineral nutrients. 
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